culture out of a probe of the medium. lO The purpose of this study was to determine how often there is a correlation between HSV replication and endothelial necrosis of donor corneas in organ culture.
Materials and methods
To evaluate the frequency of HSV infection in donor corneas stored in organ culture we tested the media of 199 corneoscleral discs discarded due to endothelial necrosis and of 117 transplanted corneas. All donor corneas were stored in our eye bank in the years 1997-1999. The discarded corneas were frozen in their media at -80 DC, as were the media of the transplanted corneas.
Evaluation of endothelial necrosis
The endothelium was examined in hypotonic balanced salt solution (BSS) by phase-contrast microscopy for swelling of the cell borders, endothelial morphology and cell density. 19 We graded the discarded corneas into four groups according to the extent of endothelial alteration: 
peR analysis
The frozen culture flasks containing the cell culture medium were thawed and 15 ml of the medium was subjected to centrifugation at 2000 rpm for 10 min. The cell pellet was resuspended in 100 ILl lysis buffer containing Tween-20 and NP40, 0.5% each, followed by digestion with proteinase K, 60 ILg per ml. A 10 ILl aliquot was used for PCR using HSV primers as described by HSV-2. The nested PCR as described by these authors was modified to a single-round PCR followed by a hybridisation with a biotinylated probe generated with the nested primer pair. The sensitivity was determined as 400 copies of a standard plasmid.
Virus isolation
One 
Results
In the control group of 117 media from transplanted corneas with a healthy endothelium we had only negative PCR results. Among the discarded corneas a positive HSV PCR was seen in 12 media from the corneas of 9 donors (6%). The positive results came only from corneas which had shown severe or complete endothelial necrosis (Table 1 ). In the group of the donor corneas with severe endothelial changes 3 of 91 (3%) were positive for HSV by PCR, while in the group of corneoscleral discs with complete endothelial necrosis 9 of 21 (43%) showed a positive result.
The second PCR to distinguish between HSV-1 and HSV-2 was performed with these 12 media. In 4 media no differentiation was possible, 6 media were positive for HSV-1 and 2 media (of the same patient) were positive for HSV-1 and HSV-2. These results are listed in Table 2 .
Virus isolation was successful in 7 cases with positive PCR results and showed CPE within 5 days of culture.
The results of the following typing into HSV-1 and HSV-2 were identical to that of the PCR typing in all cases. All 9 donors of the HSV-positive corneas had a history of a long-standing or severe illness often including a prolonged stay in hospital or even in the intensive care unit.
Discussion
In this study HSV was detected only in the media of discarded corneas with severe or complete endothelial necrosis. In the latter group HSV DNA could be found in almost half the media. We must conclude that in these cases HSV replication is responsible for endothelial Unfortunately, no viral examinations were performed.
As HSV was cultured from eye swabs after graft failure, 
